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Introduction

15
Bacteria have developed a variety of strategies with which they adapt their genetic expression 16 to meet the challenges of their ever-changing surrounding environment. These include under the test conditions. Furthermore, in these experiments additional non-specific results 28 like stress response or activation of subsequent regulatory cascades cannot be avoided and 29 sometimes these secondary effects even overwhelm and hide original regulator-specific 30 effects and only vague conclusions about primary/direct responses can be drawn from the 31 experiments.
32
Co-Immunoprecipitation (IP) enables the purification of a protein based on antigen/antibody 33 complex formation. Therefore, isolates of the protein purified from the rest of the samples can 34 be achieved to study direct interaction between the protein and specific binding partners like 1 nucleotides or other proteins. The most critical factor for the success of these experiments is 2 the quality of the antibody used, but also many other factors during the different steps from 3 lysis to elution are influencing the outcome of the IP (8). ChIP coupled with next-generation 4 sequencing (ChIP-seq) has revolutionized whole-genome mapping of DNA-binding protein 5 sites. Although ChIP-seq rapidly gained support in eukaryotic systems (9), it remains 6 underused in the mapping of bacterial transcriptional regulator-binding sites, and only three 7 studies have been published to date (10-12). However, no study using L. pneumophila as 8 model has been reported yet.
9
The following protocols should be seen only as starting points for conducting these 10 experiments, as protocol optimization for each protein studied and each antibody used is 11 indispensible. Here we describe two different methods i) RIPseq to characterize protein-RNA 2. AYE medium. For 1 liter dissolve 12 g yeast extract and 10 g ACES, adjust pH to 6.9 with 24 1 M KOH. Add 10 mL of cysteine 40 g/L and 10 mL of iron pyrophosphate 30 g/L. Fill 25 volume to 1 L with distilled water and filter sterilize. 3. CYE plates. For 1 liter dissolve 10 g yeast extract and 10 g ACES, adjust pH to 6.9 with 28 1M KOH, add 15 g of agar, 2 g of activated charcoal and autoclave. Add 10mL of filter 29 sterilized cysteine 40 g/L and 10 mL of filter sterilized ferric nitrate 25 g/L. Poor plates. 1. Inoculate 50 mL fresh AYE media to OD600 = 0.1 from an overnight culture and allow 23 bacteria to grow to an optimal OD (depending on the expression of desired protein). 
ChIP-seq library construction (continuation)
